GST-Pbp1, GST-Pbp4, GST-Lsm12, GST-Dhh1, and GST were pulled down from lysates obtained from rapamycintreated (+ RAP; 0.2 µg ml -1 ; 2 hr) wild-type strains co-expressing Igo1-myc 8 . Lysates were either treated (+) or not treated (-) with RNAse A prior to the pull-down experiments. Cell lysates and GST pulldown samples were subjected to SDS-PAGE and immunoblots were probed with anti-myc or anti-GST antibodies. (A) Schematic view of the HSP26-lacZ reporter gene (used in B) illustrating 700 nucleotides of the HSP26 promoter region including the positions of the stress-response elements (STREs), the heat-shock-elements (HSEs; Chen and Pederson, 1993) , and the inserted seven doxycycline-responsive tetO elements (tetO 7 ). Nucleotide +138 of HSP26 is fused to the lacZ gene. Doxycycline treatment triggers binding of the chimeric tetR'-Ssn6 fusion protein to the tetO 7 region and consequently mediates transcriptional repression of the reporter gene.
(B) Exponentially growing wild-type ( ) and igo1∆ igo2∆ ( ) cells harboring the doxycycline-repressible reporter and expressing the chimeric tetR'-Ssn6 protein were treated with rapamycin (0.2 µg ml -1 ) at time 0. After 2 hr, cells were treated with doxycycline (DOX; 15 µg ml -1 ) and grown for additional 2 hr in the continuous presence of rapamycin. HSP26-lacZ transcript levels were determined via northern blot analysis, quantified by PhosphorImager analysis, and expressed as relative level of HSP26-lacZ mRNA per rRNA (arbitrarily set to 100% for both strains for the values at the 2 hr time point of the rapamycin treatment; the relative HSP26-lacZ transcript levels were 3-fold higher in wild-type than in igo1∆ igo2∆ cells at this time point). In control experiments, addition of doxycycline prior to the rapamycin treatment fully abolished the HSP26-lacZ induction in wild-type and igo1∆ igo2∆ cells (not shown). The calculated half live of the HSP26-lacZ mRNA was 104 min (± 7 SD; n = 3) and 36 min (± 4 SD; n = 3) in rapamycin-treated wild-type and igo1∆ igo2∆ cells, respectively. 
Supplemental Tables
This study 5A-C, 6B-D, S3B, S5A MATα; gal1∆::HIS3, 15, 112, ura3 1 Proteins were identified by LC-MS-MS analysis of polypeptides in purified Igo1-TAP and Igo1-myc 13 preparations (see Experimental Procedures). Only proteins for which at least four peptides were identified and, in the case of Igo1-TAP, for which the number of identified peptides was also at least four times higher than the number of peptides recovered with an unrelated control (Gtr1-TAP) were included in the list. The preparations (i.e. Igo1-TAP and/or Igo1-myc 13 ) in which corresponding peptides were identified are indicated ( ). Proteins for which peptides were recovered in both Igo1-TAP and Igo1-myc 13 preparations are highlighted in bold.
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Supplemental Experimental Procedures Proteome Chip Analyses
Yeast proteome microarrays were prepared as previously described (Ptacek et al., 2005) . Approximately 4400 GST::His-tagged yeast proteins were overexpressed and purified by affinity chromatography and spotted in duplicate on a surface-modified microscope slide. The autophosphorylating kinases Pka2, Pkc-a and Cmk1 were added at defined locations to serve as both positive controls and landmarks for the identification of phosphorylation signals on the array. Common kinase substrates, such as myelin basic protein (MBP), histone H1, casein, polyGlu-Tyr, and a carboxyterminal domain (CTD) peptide containing three copies of the acidic CTD of RNA polymerase II were also included to exhibit the addition of kinase activity on the array.
To determine the optimal amount of kinase to use for probing the proteome arrays, a dilution series controls and common kinase substrates as described (Ptacek et al., 2005) . Using the optimized conditions, proteome arrays were probed in duplicate with wild-type Rim15 and Rim15 KD in 200 μl kinase buffer containing 2 μl [γ-33 P]ATP in a humidified chamber at 30°C for 1 hr. Arrays were then exposed to X-ray film for 1, 3 and 7 days. Data analysis was performed as described previously (Ptacek et al., 2005) . In short, substrate proteins that displayed reproducible signals higher than those of neighboring spots in at least three of the four spots were identified and then compared to the autophosphorylation control. Only those spots that were specifically phosphorylated in the presence of wild-type Rim15 were scored as positive substrates. The proteome arrays probed with Rim15 KD exhibited signals identical to those obtained in the absence of protein kinase.
Polysome Analyses
Strains were grown in synthetic defined medium to mid-log phase and either treated, or not, with rapamycin for 2 hr. Cycloheximide (0.1 mg ml -1 final concentration) was added just prior to harvesting.
Extracts (of 150 OD 600 of yeast cultures) were layered onto 7-50% linear sucrose gradients and centrifuged at 35'000 rpm at 4°C for 210 min. Gradient analysis was performed using an ISCO UA-6 collector with continuous monitoring at A 254nm . Manually collected fractions were used for RNA extraction as described (Gaillard and Aguilera, 2008) .
